It has been debated for several years as to whether the antidiabetic drug pioglitazone increases the risk for bladder cancer. A series of recent large population studies yielded conflicting results. To investigate why the observational studies yielded conflicting results, we conducted stratified analyses to analyze the potential confounders behind these discordant outcomes. A total of 2,764,731 participants from observational (OB) studies and 9,999 from randomized control trials (RCTs) were identified for these analyses. The stratified analysis revealed that the study type, adjustment for age/sex, treatment duration, cumulative dose, agents used in a control group, mean period of follow-up and study population region might contribute to the discordant outcomes. In terms of population regions, pioglitazone increased the risk for bladder cancer could be found in European population, and patients who undergo treatment with pioglitazone for longer durations (>12 months) or are administrated a larger cumulative dose (>28,000 mg) might require more attention, and the long-term effects (≥3.6 years) of pioglitazone needs be monitored more carefully.
(CENTRAL), and ClinicalTrials.gov were searched from inception through Jan 5, 2017 without language restriction. Two independent reviewers (Y.W. and R.Z.) searched and selected studies separately. Disagreements were resolved by discussion between the reviewers, and if necessary, consultation with other authors included in this study. Our search strategy included the following terms pertinent to pioglitazone: peroxisome proliferator activated receptor agonist/activator, PPAR, thiazolidinediones, TZDs, pioglitazone, Actos; and terms pertinent to cancer: cancer, tumor, carcinoma, neoplasm, malignancy (eAppendix 1 in the supplement). References of relevant studies were manually screened for eligible sources of data.
Inclusion and Exclusion Criteria. All human studies that evaluated patients with DM, reported pioglitazone therapy, and provided cancer outcomes were included. Observational (OB) studies and randomized controlled trials (RCTs) that provided either relative risk estimates such as risk ratios (RR), hazard ratios (HR) or odds ratios (OR) and 95% confidence intervals (CI) for cancers or raw data were eligible. Studies with the greatest number of patients and the latest publications were selected when overlapping subjects were included in more than one study. Trials reporting serious adverse events or adverse events related to cancer following pioglitazone exposure were also included.
We excluded duplicate reports and abstracts from meeting proceedings. Studies were also excluded if they were animal research, reviews, comments or replies.
Data Extraction. Three reviewers (Y.W., H.Q. and R.Z.) independently extracted data from the primary texts and supplementary appendixes of all trials. Disagreements among the three reviewers were resolved by discussion, and if necessary, consultation with the other two reviewers (Y.Z. and H.Z.). The following data were collected for OB studies: authors, year of publication, age and sex, sample size, number of cancer events in both groups, RR, HR, OR with 95% CI, study type, adjustment factors, dose/duration response gradient, types of medications used in exposed and control groups, mean period of follow-up, target disease, and population region. For RCTs, data included trial registry number, number of study sites, study phase, number of cancer events in both groups, types of medications used in interventional and control groups, duration of follow-up, target disease, and population region.
For relative risk estimates of each study, we selected the most adjusted value (that is, the multivariable association measure with the highest number of covariates, to reduce the biases as much as possible) and corresponding 95% CI, in addition to raw events data. Unadjusted estimates were selected if the outcome was not adjusted for any variable.
Quality Assessment. Three reviewers (Y.W., R.Z. and H.Q.) independently assessed the quality of all studies. The Newcastle-Ottawa quality assessment scale 28 was used to assess the risk of bias of cohort studies and case-control studies. The highest-quality score was 9 (maximum), and studies with scores ≥7 were considered as having a low risk of bias, scores of 4-6 as having a moderate risk of bias, and scores <4 as having a high risk of bias. The item "was follow-up long enough for outcomes to occur" for cohort studies was removed owing to the adequate duration of follow-up is uncertain and was analyzed as a result of this study. The Cochrane Collaboration's tool 29 was used to assess the risk of bias of RCTs. The judgmental items were "random sequence generation", "allocation concealment", "blinding of participants and personnel", "blinded assessment of bladder cancer events", "incomplete outcome data", and "selective reporting".
Definitions.
The primary outcomes were included to examine the association between pioglitazone use and bladder cancer risk and whether this association varied based on the study design (i.e., study type, adjusted factors, intervention measures, comparator agents, follow-up duration, and study population) 30 . The secondary outcome was defined as the relationship between pioglitazone use and other cancer risks. Statistical Analysis. As the incidence rates of cancers involved in our study are relatively rare (<5%) in overall and subgroup analyses, the distinctions among the RR, HR, and OR can be ignored 31 . We pooled relative risk estimates and reported pooled OR with corresponding 95% CI using random effects models according to the methodology proposed by DerSimonian and Laird 32 , with weights calculated by the inverse variance method in cases of heterogeneity. Otherwise, fixed-effects models were used. Subgroup analyses were conducted to explore whether the association between pioglitazone use and bladder cancer risk were varied by study design.
The MOOSE guidelines 33 for meta-analysis were followed, and PRISMA criteria 34 were performed for reporting our meta-analysis. Publication bias was evaluated visually by funnel plots and quantified by the Egger's test and the Begg's test 35, 36 . Heterogeneity across trials was assessed by theI 2 statistic, with values greater than 50% indicating significant statistical heterogeneity 37 . If significant statistical heterogeneity was detected, a sensitivity analysis was conducted using the "leave one out" approach 38 to identify the source of heterogeneity. This "leave one out" approach was also used for sensitivity analysis to detect the influence of a single study on the overall bladder cancer risk. In addition, sensitivity analyses were also conducted by study quality analysis, which was restricted to the highest-quality studies with Newcastle-Ottawa scale scores of 8-9, and to test the robustness of overall bladder cancer risk and subgroup analysis.
Results with 2-sided P-values less than 0.05 were considered statistically significant. All statistical analyses were performed using Stata Statistical Software: version 12.0 (STATA Corp, College Station, TX). Figure 1 4 RCTs were identified; thus, at first the OB studies were analyzed. The results showed that the risk for bladder cancer risk increased by 15% (OR, 1.15; 95% CI, 1.07-1.24; P < 0.001) (Fig. 2) , indicating that pioglitazone use was associated with overall bladder cancer risk based on the existing evidence.
Results
Study type and pioglitazone related bladder cancer risk at the global level. Next, to explore the reason behind the inconsistent outcomes observed in previous individual studies, the potential confounders for study outcome, which are generally derived from study design (study type, adjustment factors, intervention measures, comparator agents, follow-up duration, and study population) 30 , were analyzed. In terms of the study type, cohort studies showed a positive result with regard to the relationship between pioglitazone and bladder cancer risk (OR, 1.14; 95% CI, 1.05-1.24; P = 0.001), whereas case control studies showed negative results (OR, 1.21; 95% CI, 0.97-1.52; P = 0.10) (Fig. 3) , suggesting that study type might be a confounder for the global outcomes.
Adjustment factors and pioglitazone related bladder cancer risk at the global level.
With regard to adjustment factors, the main cancer risk factors that are commonly adjusted in medication related cancer risk studies include age/sex, smoking, unhealthy diet and lack of physical activity, and the use of other medications 49 . Although the risk factor "unhealthy diet and lack of physical activity" could not be analyzed (refer to the limitations list in the Discussion section for the reasons), the remaining 3 factors were evaluated. The adjustment for both smoking and use of other medications did not influence the outcomes (smoking: adjusted, OR, 1.18; 95% CI, 1.05-1.32; P = 0.006 vs. non-adjusted, OR, 1.13; 95% CI, 1.03-1.25; P = 0.01; use of other medications: adjusted, OR, 1.11; 95% CI, 1.02-1.21; P = 0.02 vs. non-adjusted, OR, 1.33; 95% CI, 1.12-1.57; P = 0.001), whereas adjustment for age/sex significantly affected the results (adjusted: OR, 1.15; 95% CI, 1.06-1.24; P = 0.001 vs. non-adjusted: OR, 1.30; 95% CI, 0.86-1.96; P = 0.22) (Fig. 3) . These results indicated that adjustment for age/sex might also be a confounder that affected previous outcomes, and the results of the studies adjusted for age/sex seem more credible.
Intervention measures and pioglitazone related bladder cancer risk at the global level.
With regard to intervention measures, administration routes as well as the treatment duration and cumulative dose were commonly considered [50] [51] [52] . However, pioglitazone is only orally administrated, only the duration and cumulative dose were assessed in this study. Of the included OB trials, in 13, the duration or cumulative dose-response relation was evaluated, and in 8, the unified categories were used. These 8 trials were analyzed. Increased risks of bladder cancer were identified in longer duration and larger cumulative dose subgroups (duration: 12-24 months, OR, 1.29; 95% CI, Given that both the exposed and control groups did not report bladder cancer incidence, the OR was not estimable.
1.09-1.53; P = 0.003; >24 months, OR, 1.50; 95% CI, 1.18-1.91; P = 0.001; cumulative dose: >28,000 mg, OR, 1.45; 95% CI, 1.21-1.74; P < 0.001), while the shorter duration and smaller cumulative dose subgroups did not increased risks of bladder cancer (duration: <12 months, OR, 1.09; 95% CI, 0.95-1.24; P = 0.21; cumulative dose: 1-10,500 mg, OR, 1.12; 95% CI, 0.96-1.30; P = 0.17; 10,501-28,000 mg, OR, 1.13; 95% CI, 0.95-1.35; P = 0.16) (Fig. 3) . These results indicated that the treatment duration and cumulative dose might also be confounders, and that long durations and large cumulative doses of pioglitazone use should be carefully monitored. Comparator agents and pioglitazone-related bladder cancer risk at the global level. The medication used in the control group can also be a potential confounder 53 . Of the included OB trials, non-specific agents were used in the control groups of 17 studies, and specific agents (insulin and rosiglitazone) were reported in 2. A positive relationship was identified in the non-specific comparator subgroup (OR, 1.16; 95% CI, 1.07-1.26; P < 0.001), whereas the result was negative in the specific comparator subgroup (OR, 1.02; 95% CI, 0.79-1.33; P = 0.86) (Fig. 3) , indicating that comparator agents might influence the outcomes. Moreover, insulin and rosiglitazone have been reported to potentially influence bladder cancer risks 54, 55 , this likely leads to the incorrect estimation of the association between pioglitazone use and bladder cancer risk. Thus, the results of studies that used non-specific agents as the control group might be more reasonable.
Follow-up duration and pioglitazone related bladder cancer risk at the global level. The follow-up duration mainly refers to the mean period of follow-up, as the maximum period cannot describe the maturity of the study data and the quality of follow-up 56 . This factor was analyzed using the tertiles method (the lower and upper cut-off points were 3.6 and 4.8 years, respectively) in our study. The middle tertile exhibited a positive association between pioglitazone and bladder cancer risk (OR, 1.30; 95% CI, 1.06-1.60; P = 0.01), whereas the lower (OR, 1.11; 95% CI, 0.99-1.24; P = 0.08) and upper tertiles (OR, 1.15; 95% CI, 0.91-1.47; P = 0.25) did not show any association (Fig. 3) , indicating that the follow-up duration might influence the outcomes. However, the pooled result of the upper tertile was inexplicable at the global level.
Study population and pioglitazone related bladder cancer risk at the global level. The study population commonly includes the target disease and the population region 57 . In terms of target disease, the relationship between pioglitazone use and bladder cancer risk was positive both in the T2DM (with T1DM excluded) and DM (with T1DM included) subgroups (T2DM: OR, 1.15; 95% CI, 1.04-1.27; P = 0.006 vs. DM: OR, 1.15; 95% CI, 1.02-1.29; P = 0.02) (Fig. 3) . However, for the population region, the European region exhibited an increased risk of bladder cancer after pioglitazone exposure (OR, 1.20; 95% CI, 1.08-1.32; P < 0.001), whereas the results in both American (OR, 1.03; 95% CI, 0.88-1.21; P = 0.68) and Asian (OR, 1.16; 95% CI, 0.96-1.40; P = 0.12) regions were negative (Fig. 3) , indicating that the population region might be a confounder at the global level.
Study design and pioglitazone related bladder cancer risk in different population regions.
The population region is a confounder that influences outcomes objectively [58] [59] [60] . Therefore, we re-analyzed the potential confounders in different population regions. For American and Asian regions, the results were negative (P > 0.05), further confirming the negative pooled results (Fig. 4, Table 1 ). In the European region, the results were positive (P < 0.05) except for the subgroups unadjusted for age/sex (OR, 1.05; 95% CI, 0.61-1.80; P = 0.86), moking (OR, 1.12; 95% CI, 1.00-1.26; P = 0.052), the shortest treatment duration (OR, 1.08; 95% CI, 0.87-1.34; P = 0.49) and follow-up period (OR, 1.11; 95% CI, 0.92-1.35; P = 0.28), and specific agent (rosiglitazone) used in the control group (OR, 1.14; 95% CI, 0.79-1.65; P = 0.49). As mentioned above, the results of studies adjusted for age/sex and smoking, with longer treatment durations, and non-specific agents used in the control group were considered more credible; therefore, the positive results achieved in these subgroups in both Europe and globally further confirmed the positive pooled European and global results (Fig. 4, Table 1 ). Interestingly, the subgroup results of the longest follow-up were positive in the European populations (OR, 1.47; 95% CI, 1.14-1.91; P = 0.003) but negative in the American and Asian populations (OR, 1.03; 95% CI, 0.89-1.20; P = 0.68). This finding might explain the inexplicable negative result of the longest follow-up subgroup at global level (Fig. 4, Table 1 ). Moreover, when the bladder cancer risk related to pioglitazone was considered based on different population regions, the study type no longer influenced the outcomes (Fig. 4, Table 1 ). Taken together, these results indicated that a positive relationship between pioglitazone and bladder cancer risk may be present in the European population. Thus, it is important to pay more attention to European patients, especially those in whom the treatment duration is long; the long-term effects of pioglitazone need to be monitored closely in these cases. In addition, future related studies should adjust for age/sex and smoking, and adopt non-specific agents in the control group.
Pioglitazone and other cancer risks. In addition to bladder cancer, pioglitazone exposure has also been reported to be associated with prostate and pancreatic cancer risks 24, 27 . To examine the relationship between pioglitazone and the other cancers types, 16 site-specific cancers assessed in 12 related OB studies were analyzed. However, one-third of the results of the initial analysis yielded significant heterogeneities (I 2 > 50%, esophagus, thyroid, brain and biliary cancers were only reported by one study each, and it was not possible to test heterogeneity, eFigure 1 in the Supplement). Therefore, sensitivity analyses were conducted using the "leave one out" approach 38 , and one study (Vallarino et al. 17 ) was identified as a common contributor for these heterogeneities (I 2 decreased to ≤32% with Vallarino et al. 17 excluded) (Fig. 5) . The re-summary results showed that pioglitazone use was associated with increased risks of prostate and pancreatic cancer (prostate: OR, 1.12; 95% CI, 1.02-1.23; P = 0.02; pancreatic: OR, 1.33; 95% CI, 1.12-1.57; P = 0.001), and decreased risks of liver and brain cancer (liver: OR, 0.83; 95% CI, 0.73-0.96; P = 0.01; brain: OR, 0.28; 95% CI, 0.08-0.98; P = 0.047, with only one report) (Fig. 5) . These results indicated that pioglitazone use might also be related to other cancer risks.
Part 2: Reanalysis using OB studies and RCTs. Heretofore, only 4 RCTs related to pioglitazone and bladder cancer risk and a positive pooled result of RCTs have been reported 61 . Therefore, we combined all the OB studies with the 4 RCTs and reanalyzed the results. Given that the 4 RCTs were not involved in the adjustment factors and intervention measures analyses, we included comparator agents, follow-up duration, and study population in the subgroup analyses. As for other cancers, 17 site-specific cancers were analyzed. All the re-analytical results with OB studies plus RCTs were similar to those obtained from the OB studies (eFigure 2-5 in the Supplement).
Sensitivity Analysis. For overall bladder cancer risk, sensitivity analyses were performed both using "study quality" analysis (eTable 2 in the supplement) and using the "leave one out" approach, and none of the results showed significant changes. For the subgroup analyses of bladder cancer risk, "study quality" sensitivity analysis was conducted, and the results remained similar. With regard to risks for other cancer types, a sensitivity analysis was conducted using the "leave one out" approach, the results of which are presented in the "Pioglitazone and other cancer risks" section of the Results.
Publication Bias Analysis. No significant bias was detected by Egger's test (P = 0.22) or Begg's test (P = 0.57 [continuity corrected]) (eFigure 6, 7 in the supplement).
Discussion
Global safety concerns about the association of pioglitazone use with bladder cancer risk have been present and debated since the PROspective pioglitAzone Clinical Trial in macroVascular Events (PROactive) study was conducted, more than a decade ago 10 . Recently, the discordant results obtained from several large-population studies further increased the uncertainty [24] [25] [26] . Here, we identified certain regional differences that might be extremely important factors that contribute to the inconsistent outcomes of the previous studies.
Our analysis suggested that pioglitazone use was associated with bladder cancer risk at the global level (15% increase), which was consistent with the results of most of the previous meta-analyses (17% to 23% increase)0 51, 52, [61] [62] [63] [64] . In addition, the negative results were achieved from the subgroups unadjusted for age/sex, short treatment durations and small cumulative doses, and the specific agents (insulin and rosiglitazone) used as comparators during the stratified analysis with potential confounders. These also strengthen the positive relationship, as adjusted results are more credible, and diabetic patients require long-term treatment 65 , and hence insulin and rosiglitazone may influence bladder cancer risk 54, 55 . Most importantly, our results indicated for the first time that the association of pioglitazone use and bladder cancer risk exhibits a significant regional variation. While the pooled and stratified results were negative in the American and Asian regions, results from studies conducted in the European region showed a striking positivity from the pooled and most of the stratified analyses. Although the subgroups unadjusted for age/sex and smoking, short treatment duration and follow-up period, and rosiglitazone used in the control group showed negative results, based on the reasons mentioned above, the results further confirmed a positive relationship in European populations. This regional difference might explain the discordant results of several previous studies, such as the KPNC and 24, 25 . Similarly, the risk factors for stroke, disabling sequelae from bacterial meningitis, and obesity were also reported to have regional differences [58] [59] [60] . Interestingly, when the relationship was considered in terms of different population regions, the study type no longer influenced the outcomes, and the inexplicable results of follow-up duration analysis at the global level could be interpreted reasonably. Based on these findings, we suggest that the bladder cancer risk related to pioglitazone should be considered according to the different population regions, and the European population require more attention. Notably, although we identified the regional differences across continents, the possibility of variation among different countries and regions may exist. Whether the regional differences that we observed in this study are associated with race and ethnicity remain unclear, as only the KPNC study 24 described the racial composition of its study population. Further studies are required to clarify these issues. Moreover, when performing future studies, the authors need to be aware of the long-term effects of prolonged pioglitazone use and should adjust for age/sex and smoking and adopt non-specific agents in the control group. Although our results indicated that the study design did not influence the outcomes of the American and Asian populations, it still had an effect on the European population. In the European population, positive results were achieved with long treatment durations (>12 months) and follow-up periods (≥3.6 years); therefore, we should pay more attention to this population. In addition, adjustment for age/sex and smoking, and the specific comparator agent (rosiglitazone) influenced the outcomes; therefore, these factors should also be noticed in future related studies.
Our results indicated that pioglitazone use might also be related to increased risk for other cancer types, such as prostate and pancreatic cancer, which is consistent with the observations of the KPNC study 24 , and decreased risks for liver and brain cancer. Additionally, one study recently suggested that pioglitazone might influence cancer progression 66 . However, studies on these other cancers are very limited and more studies are needed to answer several key questions in this field: Does pioglitazone influence the risk and/or progression of other cancers? Does the association between pioglitazone use and risk for other cancer types show regional differences? If so, what is the mechanism behind the role of pioglitazone in tumorigenesis?
Our study has important implications in future clinical practice and trials in that (1) more attention regarding bladder cancer risk related to pioglitazone should be given to European, especially those with long treatment durations and a large cumulative dose; (2) studies should adjust for age/sex and smoking, and adopt non-specific agents in the control group; and (3) the risks of other site-specific cancers, such as prostate, pancreatic, liver and brain cancer, need to be addressed.
These are several limitations to our study. First, among the main cancer risk factors, the factor "unhealthy diet and lack of physical activity" was not analyzed because it was reported by only one study 12 in the form of alcohol intake. Second, some factors that were adjusted for in previous individual trials were not analyzed for the following reasons. Only one 18 and two trials 22, 24 have adjusted for body mass index (BMI) and income, respectively; therefore, the data are inadequate for meaningful analyses. The comorbidities selected for adjustment different from trial to trial, and the diabetes duration and date of cohort entry were defined inconsistently among the trials 9,12-22,24-27,39-41 ; thus, these 3 factors were also unsuitable for analysis. Only 3 trials adjusted for hemoglobin A1c concentration (HbA1c) 12, 24, 25 . Although the analyzed results were accordant with our conclusions, more data might be required for further analysis. The results obtained from analysis at the global level showed that adjustment for HbA1c affected the outcome (adjusted: OR, 1.40; 95% CI, 0.98-2.02; P = 0.07 vs. non-adjusted: OR, 1.12; 95% CI, 1.03-1.23; P = 0.01, efigure 8 in the supplement). However, only 3 adjusted trials were included, of which 2 12, 25 were conducted in Europe and 1 24 was conducted in America; thus, this regional difference might contribute to the negative pooled results of the adjusted trials at the global level. When the association was analyzed by region, the results of both the HbA1c-adjusted and unadjusted groups were positive in the European regions (adjusted: OR, 1.68; 95% CI, 1.30-2.16; P < 0.001 vs. non-adjusted: OR, 1.13; 95% CI, 1.01-1.25; P = 0.03) but negative in the American and Asian regions (adjusted: OR, 1.06; 95% CI, 0.89-1.26; P = 0.51 vs. non-adjusted: OR, 1.11; 95% CI, 0.94-1.31; P = 0.23) (efigure 9 in the supplement), which further confirmed our conclusions. Third, the variation of diagnostic criteria for bladder cancer and other cancers among these studies could not be assessed in our study. Finally, most of the included studies were observational in design and patient-level data for each of the studies could not be obtained due to authorization limit. However, most of these studies have adjusted for major potential confounders, such as age/sex, smoking, and comorbidities, for bias control.
Conclusions
In summary, the risk of bladder cancer with pioglitazone use might needs to be considered in the European population, and patients with a longer treatment duration (>12 months) or a larger cumulative dose (>28,000 mg) might should be followed up more carefully. The long-term effects (≥3.6 years) of pioglitazone might also need to be noted. In addition, future related studies should adjust for age/sex and smoking and adopt non-specific agents in the control group. Moreover, pioglitazone use may relate to risks for other cancer types.
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